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>*r^ The composition of claim wherein die polypeptide has an amino acid sequence 
according to SEQ ID NO:U, 

0. The composition of claim 4^, wherein the composition comprises an enzyme activity 
with a Cre recombinase efficiency of about 16,8% per microgram of protein. 

An isolated nucleic add molecule comprising a coding region wherein the coding region 
encodes a glutathione-S-transferase-Cre-recombinase fusion polypeptide. 



^ The nucleic acid molecule of claim 0, wherein the coding region comprises the nucleic 
acid sequence of SEQ ID NO: 10. 



0, The nucleic acid molecule of claim wherein the isolated nucleic add molecule is an 
expression vector. 



T 4' 
4^, The nucleic add molecule of daim wherem the coding region is operatively linked to 

a promoter effective to direct expression of a glutathione-S-transferase-Cre recombinase 

fusion polypeptide* 

^* The nucleic add molecule of claim 49^ wherein the promoter is an indudble promoter. 



The nucldc add of claim wherein the promoter is the tac promoter* 



|0 <y 

>2* A host cell comprising the nucldc add molecule of claim 



53. A host cell comprising the nucleic add molecule of claim 49. 



The host cell of claim wherein the host cell expresses a Cre recombinase activity. 
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The host cell of claim iS, ftrther defined as an coli cell. 

A bacteiial cell engineered to express a glutathione-S-transferase-Cre-recombmase fusion 
polypeptide. 

pn. The bacterial cell of claim ^ wherein flie polypeptide has an amino acid sequence 
according to SEQ ID NO: 1 1 . 

^ A method of producing a glutathione-S-traasferase-Cre-recombinase fusion polypeptide 
^ comprising: 

obtaining an expression vector comprising a coding region encoding a glutathione^S- 
transferase-Cre-recombinase fusion polypeptide operatively linked to a promoter, 

transfonning or transfecting the vector into a cell; and 

growing the cell under conditions effective to express a glutathione-S-transferase-Cre- 
recombinase fusion polypeptide. 

The method of claim further comprising isolating the glutathione-S-transferase-Cre- 
recombinase fusion polypeptide. 

The method of claim 0^ wherein isolating the polypeptide comprises glutathione afiBnity 
chromatogr^hy. 

A method of recombining nucleic acid segments, wherein each segment comprises a lox 
site specific recombinase site, the method comprising contacting the nucleic acid 
segments with a glutathione-S-transferase-Cre-recombinase fusion polypeptide. 

62, The method of claim wherein the polypeptide has an amino add sequence according 
to SEQIDNOill, 
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A composition comprising a glutatbione-S-transferase-Cre-recombinase fusion 
polypeptide and one or more nucleic add molecules, wherein the nucleic adds comprise 
a site specific recombinase site. 



The composition of claim j63, wherein at least one of said nucleic add molecules 
comprises a lox recombination site upstream in a S' to 3^ orientation fiom an amino add 
^ ^ encoding region. 



'CI vl 
0. The composition of claim 0, wherein at least one of said nucldc add molecules 
comprises a transcription regulatory element upstream in a S* to 3* orientation of a lox 
recombinase site. 



p^. The composition of claim ^6^^ wherein the lox recombinase site is a tojcP, /oxP2, /acP3, 
/o;cP23, /oxPSl 1, /oxB, tojcC2, /axL, tocR, /gxJ86, loxAX 17, or /oxH site. 

The composition of claim &i wherdn the lox recombinase site is a toxP, /oucP2, /cuPS, 
/ojcP23, /bxP51 1, /oxB, /axC2, /axL, /oxR, /oxd86, /otx^l 17, or /oxH site. 



piS. The composition of claim wherein the amino add encoding region is a member of a 
nucldc add library. 

n. REMARKS 

The claims in this preliminary amendment do not add new matter to the application and 
their entry is therefore respectfully requested Support for the claims may be found throughout 
the Spedfication and at least in Example 3 found on page 47. 



IV, CONCLUSION 
Applicants respectfully submit that the present application and all claims are in condition 
for immediate allowance and early notice to sudi effect is earnestly solidted. If, in the opinion 
of the Examiner, a phone call may help expedite prosecution of this application, the Examiner is 
invited to contact the undersigned representative at (512) S42-8446. 
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